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w m m 

[0001] *mWt±, NOn2bZfv%X/<—~\il (procaspase-1) 0>*g£sS:|?&#-f-5£.£«:# 

P1-5o £blZ s NOD2, NOD2^r=i— K-r-S^y^l/^K, mtf])*?^*^& 

[0002] t?l {2 . j3 i|fci&g#ij? (interleukin-1 0 -converting e 

nzyme;ICE)£Wfc?*U ^m^4h^4>X^4>^— v4*c^l (OT^ IL-1 

II^a^^r^y^nT7-«5 (##fF:£i&l-4) 0 tf lit 

^B^llx.^, IfeifiLjS, ^sSttM^B (inflammatory bowel disease) , 

[0003] vin, *xs<-^mmfathxmm.ir%7ti%xs<~^ij!)$&mmk& 
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[ooo4] &Tttwm*\z&^xB\mvit$&&mm'rz>o 

##fF^Cmi:r^-r^-ir— (Nature) J, 1992^ 31356^ p. 768-774 D 
##l*[\£ifc2: rt^xy^ (Science) J, 1992^, ^256^, p. 97-100 o 
#^^3: r^^-Y— j, 1997^, ^386^, p. 619-623 0 
ft^WJCWU: X*M=Zs*l* 1997*fs 31275^, p. 206-209 o 
##fF:£iK5: r^-r^--y— j , 1994^. tg370^ p. 270-275 o 
##fF:£iK6: IV^yK (Blood) .k 1998^, ^91^, p. 577-584„ 
##!*F:£itfc7: r^l/>-h ^W^ni*- (Current Biology) J. 1998^, f§8#, p. 
885-888 c 

i^X (Biochemical and Biophysical Research Communications) J > 2002 
5^ H299# N p. 652-658 G 

##fF^Cit9:rv?^— r/V ^^rn^;V ^r^hV— (Journal of Biolog 

ical Chemistry) J x 2002#^ ^277#, p. 41701-41705 o 
##rp;SC£fcl0: r^h(Gut)j, 2003*F % m52m, p. 840-846 o 
#¥fW?Xmi-M?V—' r;V ^rzf '*4Hrn*?iin> tr^XhV-i. 2001^, ^276 
p. 4812-4818„ 

##rp^l2:^/W— (K. M. Ulmer), riM^* (Science )j. 1983^, ^ 
219#, p. 666-671 G 

##^^13: r^^-K^j, %W&&£*t, 1975¥o 

##fF^Cifel4 : T^^-K (Peptide Synthesis) J , <il/$— ^=^^. 

(Interscience) ,^^.—3— ^(New York), 1996^„ 
##fF^15: r-fe/V (Cell) J , 1995#^ 080^ p. 401-41 1 0 
##fF^Cifel6: r^m^j, 1995^. ^267#, p. 2000-2003„ 
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xy^/X Or? if ^^T-vY 7<T—V 3rZ? TW* (Proceedings of The 
National Academy of Sciences of The United States of America 
)j, 2001^, ^98#, pl3249-13254 0 

##rp^l8: r^^-Y— J, 2003^. 3g423^ p. 356-361 c 
0<WWXBil9:^<4^r^r^^ 77— ni?— (Biochemical Pharmacology) 
J, 2002^, fg64^. p. 1-8 C 

[0005] *mm<DWkMte. ?v*x/<—^iki&&vxzti<D&mmk&fe : mu ^n&m 
mfrrzmitte&sn&n.mu &m&&bzfn#x'<->vi<Di£&&mm~r&Lb 

[ooo6] ±&m&^^<ttm&b&mMmj)U yn^^-^i^NOD2fcffi 

MMB-f-S^irSMVfy^ (in silico) -C^SIU ^L-CNOD2£7°n;*7;*/N 0 — If I*)* 

ifia>b;*/;*^— ifi^MMfc&J;^^— -tfi<o^i**E§|#jBi*ns^:^ 

[0007] -r**>*>**M», juT^^uatfnsia^ifei-iSi-s; 

(i) NOD2£:/n#;*^— if 1 (procaspase-1) <Dl£&&W81rZZLb&fflkb'tZ>'7 

(ii) NOD2i:7n^^ if 1 (procaspase-1) <Djfg&&m.W1rZ>Z.b&&Wtb1rZ> 

(iii) NOD2^7°n^^^— t?l (procaspase-1) <Dl£&&mM1rZ > Z.b&&Wl.b1rZ> 

if 1 (caspase-1) <D*Ef$.mWm& 0 
[0008] titc&mmn, NOD2t7°n*^/-?- if 1 (procaspase-1) <Dl&&$:mM'tZ>Zb 
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[0009] &b\Z&$&m E\ NOD2t^^^<—^il (procaspase-l) (Dt£&&ffl&'fZ>4k 

[ooio] &bK*iz*mwt*. %uhm^ &m&m&&. m—^ffi&tiwv 

[0011] $tfz.&Z§WY3:, NOD2^n*^-l?l (procaspase-l) (D^-SrPESi-5^ 
V vt\ rOi/^/V33 itF/*fctt^— tf>#£3£lX ±tF/*fct± 

[0012] WS, £ilT©«J;?)»fi*T^5PWS!l^Ki"5; 

(i) NOD2^ti^7^^>— t?l (procaspase-l) (D^^U^^t^Witir^Zf 

(ii) NOD2^7°n^^N— i?i (procaspase-l) Oig^Pif fSrtlrtf if§ 
yn^^N°-^l<D?§tt>fbPl^J, 

(iii) NOD2^7 e n^7^N 0 — tf 1 (procaspase-l) ©J^&Pfi*^5£fc&«Ffctei-5 

i?l (caspase-1) <D^PS.^J 0 

[0013] ^bt^fc^pjH:, skT&mxvmtttizmmmz.M'rzi 

(i) NOD2t7 P o>!;^^^l (procaspase-l) <Z>^£P£W1-£te^£^&<£ 

(ii) NOD2£:/n;*7^— i?l (procaspase-l) <Djf£^£PlWi-5>fb^&£r4>&<t 
tilo^i-^^n^/N-ifl^^bPi-^J, 

(iii) NOD2i7 P n^^-?— t?l (procaspase-l) 0^&PM^5'fb'^£^#<£ 
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t>lO-^ri-5#*^— (caspase-1) <D£j$mmMo 
[0014] ^tofclBBHWu NOD2t^n*^/^fl (procaspase-1) (D^^^MiT^b 

[0015] ZhK^^Wfes NOD2t^n*^'«-fl (procaspase-1 ) (D^^PMi-^b 

o 

[0016] 3£>te*fc#3&Wtt, StrlBPW^J^#«^^^SOl5ih^J*3j:^/*fe« 
[0017] jfc&ttgsj&jfts, ffcifoJ^ ifc^tM-gm, ^n— :x#f£fck*y?^ 

[0018] £6>^3)!IKte, NOD2^n^-^l (procaspase-1) (D^^KWi^X^ 

[0019] &ttmm&. j&jfium, &&&mmfa ^^m^/twj^f- 

[0020] tstbttmwK, m^m^m^m^^k^mt-r^m^yh-vhox, no 
d2. nod2^- y-r^j^u^K mtfv^u^v&^m-rz^f—te 

— t?l (procaspase-1) % 7"ti;fr;*^— tfl&n— Ki^zKy^ W"^K. ^^U^V 
[0021] *j|i«T*ttNOD2iS^n^^-?— ifl^^S^trJLIiiLfCo Irtjzfrib, NOD 

*xm, &m&mmz&\,^x^(Dm&(Dfem*m&£tix\^ 0 zjnbfrb. no 
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[0022] [0 l-A]FLAG-procaspase-l (C285A) ^^ffl^7^K©^, NOD2-myc-Hi 
[01-B]^|2|^, NOD2-myc-Hisi!FLAG-procaspase-l (C285A) 

ttmm^bftmistz-mti&mMmz.^ >-c^:flag M2^w.^m v ^x&mttm. a 

P)Ufc|&£ % NOD2-myc-HisCD/^>'K7)^m$ttfc^^^1-E|-efe§ 0 ^Ulte, 
±!E^J«fi??feoV >T^myc^#^&;g»Lfc^J|l:, NOD2-myc-HistF 
LAG-procaspase-1 (C285A) &&m^L£ J £tl1WlfatgMWX(D^ FLAG-proc 
aspase-1 (C285A) (Ds<^*mtii&tlt^b&^'fmX&Z> 0 ® £l«<D#tffite'7 
^Xp^u^^sfiWB)^^^* (HJfe#!|2) 

[El2-A]FLAG-procaspase-l (C285A) ^^.ffi^^K^ it^Myc-procaspas 
e-1 (C285A) m^m^^Ytm^td^&(D^0^2-rayc^mm^^Vt^ 
h^^^^^^a^bfc^J^rj^f^Mb^Jia^^^FLAG^^T^SLT^ 
fcpJ^&V v-C, ^mycfei^-e^m$^^^^KO*^NOD2-myc^^7 0 ^ 
5K*^#^^li^pbf^i:^0J«®-CfeSo (»^J3) 

[|H2-B]FLAG-procaspase-l (C285A) 3£^ffi^;*^R:fc £ tFMyc-procaspas 
e-1 (C285A) ^^,ffl^^5:K^EI^Lfca^<^NOD2-myc^^ 1 ffl7 s ^^ K^^ 

^-r0-t?fc^o (^«S^J3) 

[|H3]FLAG-procaspase-l^^ 1 ^ P ^^K^NOD2-myc^|^7^K^^*^ 
vT, NOD2-myc<Z)^^*^#^J{C»P fc 3IL-l J3 *(Dit*P 

[®4]FLAG-procaspase-im^:/^5K(0. 5 » g) tNOD2f ^^^Ki?:* 
3)§m$ii:fc»^43V^ NOD2^^7^K4^#W^ % $BJ§&^<DIL-1 0 5> 
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[oo23] wr, *&wiz^xmw<Dmm<Dmm&&biz.mv<nm-rz>o 

set, ^y-<^K^ : L<«^-y^^^K«-<^K^^fc{*^fe$tvfc-<7 0 
Mzmm-rzwrS?. ix^ttmj:mz.xmmirz > zb&&z> 0 

[0024] W t-*3V vCfcfc, NOD2^P*^^- gl^IMt^ HB^fflW 

001/'67299^^^WhtB«CO^i^o-C-f'^y=i-e^aiJbfc 0 -tbTlUR 
NOD2^^n*^/^- if lfcHf^-t'SiiSrWfea^bfco ££>Kl, NOD2£:/ 

j3 Bff|g^(proIL-l /J ) 0^^-««#W*«D»f3W»» 
[0025] CARD15£:Wkf*K itW##fF:$Cifc9) „ #TO(#4#fF;£i*9) , 

e jfiL^jNflJia«HL-60^jE^^*fflJia^FHC-e^PS^ 

mmm^mf-a cstf. TNF-a^m&s-r§)^^^»ijmT*NOD2»^^if 

*Pi-S-^^^$tvTV^S(##f ^ F^:^^9) 0 NOD2(D^^UT« > NOD25HS 
[0026] rtb^^, NOD2^n^/-?— if l<D^?rP£^i-6^i:tCj;<9 % if 
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[0027] Z.tlt±>%a&lZ.m^ i-*5V vT NOD2^D^^^' If 1<D^£|S& 

[0028] NOD2it^*5J:U ? ^jt^^/5^— K-rs^y^^ra, ^ti^tmrnm^m 

^4{£mM<D&mmfrbts:Z> 0 NOD2, \?l3d£XfZ.thb<Dmfc+fe± 

NOD2£:/n#^~- l^S^-f *ifc«T3K!*t" «o Z.ZT*(Dl&&kttL. NOD 

[0030] NOD2^n^;^-?— if &£tfcl$feteJ:5#ifc&©ffll»* ywv^ 

[0031] fflz.lt, ?&M2\Z&ri'£5\Z. s C^^myc-His-tag^#*P$^NOD2^N^ 

*3WT\ ^myc^ftr&fcteiaFLAG M2^^^fflV>T^^efc|%Ufc*?5fc^^F 
LAG M2fa{£&tcfcmnyc$ifo&m V ^T!>^*>^ta3^-f V^i-fir. £<9tfi 
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[0032] r-7u#x/<—i£i<D2>mmk} £H\ m±&m&u ms&izx*) 

KpMV (Caspase recruitment domain; CARD) #^ikft:fblClt^frf£:#J ; £: 

mzmmztvr. T'vxxs*—* tfiasg afcsj»ru t©^, ^i^^r 

[0033] tfl©flH4ftJtW:, ^n^y^ 

[0034] r^^/^if kd^J ^n*7/^fl^fteilfc^, ^^N-ifl^S 

[0035] -?vii*'*-- j ei<D&m.mtm&, ^^^<—-^\<D^mmm^xfio^— 

[0036] NOD2^7 P n^^N°— ^l^^SrH.^-rS'fb^^UT, 0*b<tt^K3j^*> 
[0037] NOD2i:7 P n^^^— if lO^^rPl^i-^b^ib-C, fliRtf, NOD2i^n 
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<DffimiZ-&i££tlZ> 0 ^(DXttmm&mAVtztfV^T-hl^ NOD2^n#;*^ 

zwxh^xxK. tt&mzmAistch<DXh^xh&\ x^, mntitci* 
WAm(D&m*mA~rz>^m* g i^^xm. #ix.tf*/w- (uimer) 
&mf?j:mi2)&mmx%z> 0 ^.(Dx^^m^mAi^^x. mmtfv^T-w 

mvmmT*;m. m\mmr^ym^xxf^mmr^mm)<Dmx(DmK(D 
mt.ti\^;v^iy/vmm^. ^mtrmtmmir^ wm<om\^^^w^ 

[0038] _h|E^y^^Kf*. ^^Wkmz&\,^X&bft,Z-f&ftttfeXmi&X%Z> 0 

h-r^<D^m^jx<mm *smx&z> 0 jy^fas, mn^mmm^xx^mmmiz. 
x^^v^m, fflx.&Fmocmm&mfz>^kftx%z> 0 ttcix^m.<DT^ym 
&mmm*m v ^xmi&nmx&z> 0 $>z>\, ^xmB^^^m^xmn-r^-b 

h^xy^^a^xMMfc&i-tcmzmmmm&fczmmu &v ^xmbtizm 
mm*h @ ^jt-r^v^^-^mu-r^bizxmm: -*jmx&z 0 

[0039] NOV2b7v*Xs<—~ \£l<DW&<DmW\X^ NOD2*fcte^n#^— -fefl^SSil! 
t-S^t'fcot, NOD2b^ti^^<— ^KD^^Um^ViW^m V ^ZZbiC 
X-oXhMM"SmX&>Z> 0 fafrZtfimX, NOD23;fcJi^n;fr;^-1f 1 gffc % 
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[0040] NOD2b^v*Xs<—^l(Dffi&%mmirZ>fc&m^ l^©EIa n p^!)- 

t? 1 (D^^PIWT ^b^^l^^-e#^>o #1 X. «NOD2tyn^^/^- if 1 0 
tez/n;*/;^— ^flbf-ibmM^. ^(DrnzNOmbT 0 **^— if 

%L£&tci®j&&m\^z.bkx%z> 0 mmz.&tfz>&mmz. NOD2&=i-Ki-£#y 

— 7W\ ^Jx.fiexHis-tag^, <^^KD^(D^fiJ^-c#§ 0 ^^i^vl^fc:^ 
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/c^n#^p>^c-^«j^^>n (in vitro) ^m^mmm^ mmt 

T^ym<D4k%\j?mX*$iMirZ>Z.b\Z. £oT, i/tftf (in vivo) fc&l ^TNOD2 

[0043] ^B©y-/vf^!JyK (two-hybrid) V ^^^iTefeSo 0fl*.tf , 

NOD2£DNA*£l^S aSt«rj»£-S fiW^LTIil^H-S^^K, ^n^^-ifl 

[0044] t'T^Tv-X^-MBIACORE system) ^^B^X^E-i^i-fe^i*-— , v">- 
i/aV^n^i/^^Ts/iM^ (Scintillation proximity assay, SPA) , $? 
<5l ^fiUc^^H^^A^ — |c$£ (Fluorescence resonance energy transfer, 

fret) &f&mvttm&m\< ^x. nod2^o*^^- vik<D&&&mw~rz>fc 
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[0045] *fc, Nov2fc£%^vxxs<—^i<D&mmk&nmtt%^&m$iu m^k 

*#4b£PM^bi^£l^^tET^5o 0!lxJ^ ^WJ3{c^LfcJ:5{-. no 

(ts^^-?—- t? i (D&mmt&m v vc , nod2 n^^-?— 

[0046] £fc, NOD2^^^n^^^-^l(D?gtt^%nrtg^i-§^{4 : ^3l^b x 

T^NOn23S&Tfi/tzfttt.Zfv#a'<~ if lfc«tft>fb#«jSrifttt$*, #CV>T\ NO 

*fcte^<«>fb£1&Mi-5^<:j;^ NOD2^i§^ B n^^^— tfi^ttte 

&wm'i-z>4k&®&mfe*smx'3bZo mint. mmm4^vtcx^ NOD23t^ 

5IL-1 0 *£|£^£i2:£, *fc«^^^>fb-^#J«r^i-5-^^«t«9, NOD2&C 
±5^n^^^— ^l<D^>fk*ia*^S^^*:ISISBrffi-e*>S. NOD2{£i3:/ 

[0047] NOD2:}o < £t^o#;*^--- if m % ^ttfe^^^X^W#«fe-ClSm$^t»llia, 

/3-#^H>^~-if\ IgG^O&^n^y^FcBWt, 
His-tag, Myc-tag, HA-tag, FLAG— tag ^ ^fcteXpress-tag^Otag^/W 
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%m v ^xttMvtch&xhix-b £v \ 

fzzm&fthZo frfrzm&n. i&&i£tcfe&mmk&&£KikM-r%tctbi^ no 
(DT^;wmm2sm s (D^^^r^^\zmmAzM%m:^m^xm v ^ 
[oo49] mmk&mtL-xfe, m^mk^^^v—^^m&MWk&m, ttitNo 

&mmi>®zmk&mb^x&mxhz> 0 

[0050] ±iap^fe-e#btvfc^^fi. VKD&mmmmm. y*** 

y<-^i(Dmmmmm^x^^<-^i<D^mmmtvxmm^smxh^ 0 
^mk&m*. ^mm^m^tm^(Dy<y^^m.vxmm'r^t^x<o, m 
mm.j$.MtisxmW:-*smxhz> 0 mmm&.m<Dmmz&\,^x, ^tib^mu, m 
mx&mi-z>~bhx%z>u mm&m&&&itx®imirz>z.bh'zsmx&% 0 

[oo5i] ±mk&m&£Tjt±mmMn£bi^ ^KDim^^mm^m^ 

mmjrmzmm-tsmx&Zo ^^^.mtx^xi^ ^i±mmm. ? 

n->m&£wv^?-m%mfz>z.t&x%z> 0 
[0052] mikmte. mm^mm (^vKh^^^y h^v-^o m^mm^oxmm 
^titc^m^^b^>Kj:<>xm^fh^^(Dmmi^Kst^ ^^mm^ 

HL7h^#t£:0£liEixJ^^#ll¥ (systemic inflammatory response syndrome 

)xhz> 0 ^^<—^im^xm^^xn, ^^b^^^y^zM-r^m.^ 



WO 2005/051425 



15 



PCT/JP2004/017586 



-CV^(##rp^cm9$Dj:tJ?10) o Lfc^oT, NOD2ir^ P n^/^ifl(D^SrPi. 
[0053] 2^j£t»^Sf*. #< tt«ttlQK3BU itifttt<£>«* (*n-^*pf 39 (cj; 

•So 

"CitfTU IL-1 0 ^IL-18ty^^©^fT^*#bTV^5^i:dS«#$n-CV^( 

-i /s ^xm\.-is^m(Dmiiu^^(Dmm^^x^^m^B^^ 
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X*$>Z 0 Mm. VV^mmmtLXXX^-lZmWmiPTakiaceLsan, Vertextfc) 

V^irV^#^^feS(^#fF5Cifel0) o Lfc^oT, NOD2t^o*^/^ if l<Djj£ 
l^rPl^U tM^Tte^n;*;;*^— iflO^iffrtePB.^ if l<D?£l£te 

PM:&£U^;*^-ifl<D£^^;iJ;9y?^^ 

[0055] ^ig^^^^S^^Jh^J^J;^/^c«^^Ji:bT. NOD2t:/ti;*7;^- 
if 1 b(Dm&mm ^ £5:/P#^-if 1 . NOD2i:/n*^/^f 

ifito^pw^a^^-^i^pa^op^^^v^^^ioopfi^ 

^^/^-^l^^^PlW^^7°n^/-?--^l(D#»mbPl*^#»-r5, P* 
-&tcfe%imM&m^irZ>Z.btfXZZ>o 

[0056] \mzm&<Dffi±m&£x$/&tctemmmiz. ±wnk&m. ±.myv** 

t*mMbt£\^xh£^i$. mm\t. im^tcit2mi^±(Dmmm^^m^^xmmm. 
f^mbvxmm-r^b^^^ \ 
[0057] ^mmKm^mmmm^^^^m^^mit. )X^m^hm , M:m^tv5 

ifi* ii#$J0. 00001— 70M%. $f*L<fi0. 0001— 5M*%H^O$affl£i-3 

[0058] mmmfefcb^xi^ mm^mmm^^xm^m^ti^ mmm. mmm. 
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&rsm nmrn. mmftk mmm&m, mnmm<Dtt$im^mj&$m&m^x%, 

[0059] mtf*, mm&)izn®£tLZ>mmMM. =»9— TKytfrvvr/^-zK tf}) 
-feMv, -t?9^> ^y-fcyv, ^ntv^y^— /k ^y^w^ya— /k 17 

[ooeo] mmizxv. m^<Dm. &wmmizmmistmz>&n<D&.$t. m^^mm. m. 
mm, mnu mmm. *\<—m. php^j, nmmmftm&m&temvxM 

[oo6i3 &mikmtL,xt$, m^nhshLmT^y^^>mm(DL-T^m, mm. t;vn- 
^mmp^m^m^x^^tibnmmx^tcn^m^^mmtm^x^mx^ 

L-T5/^te, «rlc|S3ett7fc<, MX.t£?V*s>. iy^T^ 7)V*Kym£<D\ vf 

^{^y^^^^i/>'^y=i~/vy/wt^>'T/v^/v^^/V'^, tfvttiy^u 

[0062] jRaf^JtLTW:, V^m, mm, ?^>m. £ -T^/^n^, Jf;V?*Z/ 
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[0063] mmikmtvxfe. mx.&mti-vyyj*. mwwi*. mm. yv±v>mz$m 
x%% 0 

[oo64] ^—hmt^xfe. mx.&^*fbwtrhvvj±. ?^mm&&mx$z> 0 
woes] K&zmmtezxfmmmmwte, mmmmtL-xmmx^m^. zti&m 
&&mkL&ftvmz>wM^i,fc.^ mm. TK^mmik^m^^mmmm 
xmMvxm^temmmm^tc.mz&mir%^bi>nmx2bz> 0 
[0066] mmmm®<Dmm$&mteWwmzti~r . ^m^n^m^m^. 

mm). &£Tfmmmm<Dmmmmcxm , g.miR£frz> 0 -^ma^m^mmn 
. m;ii'£ttM<Dfcmikg&±.vmo. 01 » g ^sioom g @$L m^<\mo. 1 » g 

fitz.mMit<Dt^(D— f&W£i%mftn&*m^^x^frb<Dmm(Dm^*ft5zbtf 
x%Zo ±m^mm 0 l-^m^nx^ir^t^x^.wcu^tci-imMm 

[0067] ^m^mmMm^-^-r^t^a^. mmmWi^^mx^.m\^xhx<. 

m^mvx-hxw 

[0068] &5-mmz. ^&^tz.ii$mm&5-<D\ ^-rfiym^r^ t&xzz> 0 ^<dwt& 
. mm. fcttmizmttm^te&^m&&miiRi-z>o mz.&. &mnm&tL.x^ m 

*imx$>z> 0 

[0069] ®t-$-j&ntvxfe. %-m<w&w g mcfo^xmtRxt. ^(D^mw^^tx^x 
k. mm. %m. mm. w^m. mm.m. mmm. ^^mm^mw-n^-rm^ 
. *mmmm. ^y-^mmmm. mmm. fimm,m. v^y-j^mm. is?*?** 
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. stsu ^bi^j. ^ipf&u *5cw^pj. ^y-^ffl, msMttim. mbtm&m 

[0070] ZbVo£%ffl\*. NOD2, K-TS^y^U^K, tt^y^U^K 

[0071] a^y^u^Ktt, ^RkfthcDNA^-r^y— a>e> i (*^p©te^i^W¥ 
sr^i-s^scteawm, ^«#y^v^K«rar^*ismDNA-<^-, «*. 

[0072] _hflB*3*tt\ NOD2^o*^- "tf l©||f^SrtftW-*-5fc«>©V^A'*5j;tJ« 

[0073] j^t, *&w*mnmz&^M t {£mz.mw~tz>t>K ^mnrm<Dmmm\^ 

HJM l 

[0074] (^"n^^^— vitmz:i¥m~rz>mm&mirz>m u%<o&w^<r>um 
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bT> NOD2%^mbfc 0 

[0075] (Nor>2b7vjjxs<— HKDm&Mtir) 

[0076] <W**:&J:t^<z>fa§!i> 

5# g <D^^>-£T7~V^m^c^M{*:(C285A) £JBV^c 0 ^n;^^— if 
1 (C285A) te, ^<DlT^/^mtCj;«9, g ai^®r^#ftl\, ?*ti#;*^-if 1 (C 
285A) CD^T' — — T^^7V' — M> (£*T\ ORF^Pfc^-TS) £pCMV-Tag2 ( 
STRATAGENEtt) lC*f AU N^^FLAG-tag^ftiP^^c^n^^-?— if 1 ( 
C285A) [FLAG-procaspase-1 (C285A)]^^ffl7 P ^5KSr#fc„ £fc, NOD 
2<7>ORF£rpcDNA3. l/myc-His(INVITROGEN!±) AU C^^myc-H 
is-tag/W#P£;ft,fcNOD2 (NOD2-myc-His) ^31/8:7^;^ K£#fc 0 

[0077] <xm> 

HEK293T$BJiftM, FLAG-procaspase-1 (C285A)^^.ffl^°^5K<D^, NO 
D2-myc-His^^.ffl^^^KO^, *fd^M^^m^t?-fr-C. FuGene6(Roc 
hefr)£fflV^^*^^3^Uh 0 ^Siffl^^Kte, ^^^2. 5/igT 
offlV^fCo DNAO^*«5/ig^SJ;5^pCMV-Tag2*fc«pcDNA3. 1 
(^/myc-His^Tl^SbfCo 48fJ3W&^fL 0. 5ml(Oy^/ V7r~ 1 [lysis 
buffer l:50mM Tris-HCl(pH7. 6)/150mM NaCl/0. 1% /^VhP- 

40 (np-4o) ] \z.xjmmmMffi.*tf?m-,t^ ^mmmmmK^^isG^r^ 

(mouse IgG— conjugated agarose, Sigma1±)^fc{i#1^IgG|£^T;*fn 

-^(sigmai±)^^pb, 4x;-vmm&mm%ivt^ ±m^\mu\^tz 0 &±miz 

feiFLAG M2^L^-a-T^fo— ^ (Santa Cmz#)*fcte^myc^#:^T;tfn 
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(Santa Cruzft) SrSJfcbnU. 4^T— ifeife|«^U^ ±ff^^*LT^ 
m&&mWUto ^IIJ:9-£SDS-PAGE-ejg|II^ £ftmyc^#; (Santa Cruz*± 
) *3j:tJ*#LFLAG M2fcW%m^tttt?i/7*v'r^<y{z.X&m & W«r»WU 

o 

[0078] <^*> 

vl^^|ft^:-e#fc„ mi-B<D&mi^1r£y^ NOD2— myc— HisirFLAG— p 
rocaspase-1 (C285A) Sr#^m$^c^J^/5^^Ufc*ffl^^tvloV ^XtfCF 
LAG M2fei^fflV^^^tfc|^U^I^: > NOD2-myc-His(0^^>'K^^tb$tL 
fc„ j er<ZV^K&&r*. NOD2-myc-His^^m$-&T^bfcJNBJJS^^^ 

^^-^l^^i-S^^.btbfCo *fcl5l«K:, l2l-B(?5^lll(^i-j;5^^imyc^: 
^"C^^^tl^bfc^^:, NOD2-myc-His^FLAG-procaspase-l (C285A) £r 
^^iirfdTO^II^W^ FLAG-procaspase-1 (C285A)tfV^K^ 

[0079] (NOD2\Z£%yvJ}Xs<— if l<D#*#:>fb(Offiii(D^) 

[0080] <#*«3j;tf-t(0fii!l> 

^n^/N— ^1 (C285A) ORF^rpCMV— Tag3 (STRATAGENE^t) \zM AL 
\ N^^myc-tag^^p^tbfc^n^/^— tf 1 (C285A) [Myc-procaspase-1 ( 
C285A) ] H^ffi^^K&^fco NOD2 ORF£rpCMV-Tag5 (STRAT 
AGENEtt) \Z.ffi AU C^^myc-tag^5#^p$^tf C NOD2(NOD2-myc)^m 
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l(C285A)£fflV^ 0 

[0081] <^m> 

HEK293T#0Ji&^ FLAG-procaspase-1 (C285A)^^,ffl7 P ^^K0. 5/ig 
*5 itFMyc-procaspase-l (C285A)^^ffi7 P ^5K0. 5 m g£:NOD2-myc3S 
^ffly^^KO— 1 . 0 /z g££rFuGene6 (Rochelfc) £JB V >Th9^7^i/3^b 
fc 0 DNA(D^4^2/zg^^J:5{-pCMV-Tag5^T^byt ) 24Nf^J^*^> 0 
. 25ml/well<£>y ^/^77-2[20mM Tris-HCl(pH7. 5)/l50mM NaC 
l/2mM ^V^T5VEg^(EDTA)/0. 5% NP-40] lZ.XMtifomMWi& 
itMlstCo &mi&MMWi0. 2ml^FLAG MVfcWIfe&TJJu— ^15 M VkWiW 

5mlffl V^T^fd— ;*<£r2tUi5fc$^ 2X SDSi^^/W^^/^r— £15 
/il^Px.. lOOr-eS^raB^aLfCo SDS-PAGET*M5iL, *ftmyc£i!;^2:fflV>-C 
^^^^n5/^^^fTV\ FLAG-procaspase-1 (C285A) k%g&VX&it 
i-^Myc-procaspase-1 (C285A) (D^m'&'t^tX^n^^— if 

[0082] <^> 

*5V vC. NOD2-myc^mffl^ P 7^K#^#W^^;myc^:^-t?^til$^^^VK 
(DMftig iPbfc„ rC0^i«. FLAG-procaspase-1 (C285A) ^-g-TSMyc-pr 
ocaspase-1 (C285A)*/5^ NOD2-myc^^ffi7 P ^5:Kfi^#^J^±i*nLfcr 
^^m*i-^o *fcEl2-B^1-J;5^ ^mm^xSF&h^xr^i/a^Vit 

%®%&<m<^-?tllZ.$3\,^Xh, Myc- procaspase-1 (C285A) :Jo it^FLAG-procasp 
ase-1 (C285A)dS»St^P)i|SmLTV^ri:dSfflia"e#feo -tuk/^k, NOD2^ 

[0083] (Mi*|-W#>^-N 0 — tfl^tfj/jiproIL-l 0 y^fbIL-1 0 ^(D#)$rHL-l j3 #Jfc 
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proIL-1 0$;femm®m^ ztnU^— ^l^mffi^7^K*3J;T^/*fc}iN 
OD23§mJE:^*5:K£2*AU NOD2#£T^n#;*^— ifi^b#^--1?l 

[0084] <lt3|S}.^J;t)?^^fi^> 
1. ^-^m^^^K^^ 

if 1 ORF^pCMV-Tag2^|f AL N N^^FLAG-tag^ttiP^tl, 
fcyn^;^^— ^KFLAG-procaspase-D^^ffl^^^K^fCo *fc, NOD2 
-myclSmffl^^m. ^»!l3i!^|#(D^feT?f^®iU/cfflV>fc 0 ProIL-1 0 
ORF£pcDNA3. l/myc-His^AU C^^myc-His^#^jp$tl/fcproIL-l 

[0085] 2. proIL-1 0 3c5t3§mM<Z>ffr& 

HEK293$BJ1&^ proIL-1 j3 ^mffi:^;*^K£FuGene6(Roche1±)£ffll^ 
^V^^^^Va^bfCo ^r<£>^ lmg/'ml<Dv ? ^^^v'^(geneticin)^W^^-e 

mmvx<z>?v-^&m$ii,tz 0 mm^t^n—xoo-h^ P roiL-i js 

btltzfv— ^&mmzm V >fc [ProIL-1 0 (HEK293) ] „ 

[0086] <jjfe> 

1. ^9Ji&rtT*<DproIL-l j3 j3 ~*<D®m lZ.R&1rNOF>2(D%)& 

IL-1 j3 2cS3£3UlBJ!& (HEK293) £5 X 10 Vwell«®UT 
— FLAG-procaspase-l^^ffl^X^KO. 5 n gfei^/tfdiNO 
D2-myc^^ffl^^3:K0. 1—2. 0^ g?rFuGene6 (Roche|±) MV^Th^^ 
^^^HVUfCo DNA<^)^i«:2. 5Aig^§«t5{^pCMV-Tag2^7t{*pCMV- 
Tag5^T^L7t„ 248^*^^ flMSlO). 25ml/weU(Dy V^^^T-2^ 

[0087] ^3VV#>fbITOLfcM^?&40 H<:5 x SDSi^^/W^^^r- 10 m IS: 
^JD^L, lOOrT^^fl^JSLfco ^O^L SDS-PAGE-CMHifU £tmyc*n;fr£ffl 
VNT^^^^D5/^>^^rfTV\ proIL-1 j3 , IL-1 0 ^rtb^tl/<D*^oiTJ?NO 
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[0088] 2. t?-l#;#l$&IL-l 0 #«&te3fc£-f-NOD2tf>8&;£ 

6$WK7V— IL-1 j3 ^3em^*BJi&(HEK293)iSr5X 10VweU#aU-C 
— Hfe#*H£, FLAG-procaspase-l^^ffi^^KO. 5 ju «fctV£fcfctNO 
D2-myc^mffl^ P ^5:KO. 1—2. O/i g^FuGene6^ffl V ^Th7^7x^v'3yL 
fc 0 DNA(Di^4«2. 5/xg^^i9(-pCMV-Tag2*fc:^pCMV-Tag5^-C|^ 

4 i J^JSlfiL?t(FCS)-g-^'DMEM-I?2f§#^U, htiman IL-1 j3 ELISA kit (Bio 
Source^fc)^fflV^T'^tJS^^^^=3™/^^-^V^, ^Jimf^IL-l ]3 *£r$J5£L 

[0089] 

El3^^-rj:5^, FLAG-procaspase-l^^^ P 9^5K^NOD2-myc^m^7 
X$\?b&$g6$L£'&1tmtifolZ.i3^X, NOD2-myc<D|i§m*#t#lftt-MftIL-l 

0 frbiL-i ft ^D®m*K nomKxvmmztizzk&mmut. 

[0090] M4i^irX^. FLAG-procaspase-l^l^ 1 7 B 7^5;KiNOD2-myc^^7 e 7 

j^^IL-l jS^iO^P^MfebtvfCo ^-l^#^JfcIL 
-1 0 ©HBI&^©^l»3a$, NOD2^i«9teii$^^i:^jpjufc„ 

[0091] &mvkm&. m^mskm, atfimmmB. ?v—ism&£xFjv^<7- 
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m^mm 

[i] skTnmxvmtttizmmjjW:; 

(i) NOD2^D^^/^ if 1 (procaspase-1) <Dfe&&mm'tZZLk$:fflkk-t-Z>Zf 

(ii) NOD2^^t3^/^— fefi (procaspase-1) <D^^mM^^t^W^tT^> 

(iii) NOD2t:/n#;*^-if 1 (procaspase-1) <Dl£&&m&'r&Lk&Wkb~rZ> 

i?l (caspase-DO^PM^fefeo 
[2] NOD2fc^n;*W<— 1?1 (procaspase-1) (D&&*Um~rZ>Z.t&mn£1rZ>#km. 

[3] NOD2t^o^/^ if 1 (procaspase-1) ©3Nr^Sr|a*i-5^b^»Sr^*<fct>l 

[5] NOD2^n*^/N'- t?l (procaspase-1) <D^m^MiT^it^m(Dm^mX 
fco-C, NOD2^n^7^/^— ^l(D^?rnTtg(^1-^^#T> NOD243J;U J / / *fc 
f^n^^N'-ifl^k:^^^*, NOD2^n^/^— ^KD^^m-f 

[6] WT©»J;?)SWrtt5PWSI; 

(i) NOD2^o*^/^fl (procaspase-1) (D^-a^Pi^l-Sr h*W®C£t'&7 

(ii) NOD2^n^7^^-if 1 (procaspase-1) <Dt£&&mM'rZ>Z.b&WStbirZ> 

(iii) NOD2t:/n;fr;*/*~tfl (procaspase-1) ©Jfe^£»*?-3CLfc«:W1*i:i-5 
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if 1 (caspase-1) <D±fim&fflo 

[7] siTvm&vmtitizmmM', 

(i) NOD2t7 t P^/^-^l (procaspase-1) <Df!£&&m.W1rZ)4k&go&'pt£<b 

(ii) NOD2t?°n;fr;^— if 1 (procaspase-1) <Dffi&&m.WirZ>4k&yo$:'Pti:<b 

(iii) NOD2^yn*^/^— tfl (procaspase-1) (D^^UWir^^-^^pt^t 
hl^^1rZ>j7X/<—l£l (caspase-1) (D^mSMMo 

[8] NOD2ir7°n^^^-if 1 (procaspase-1) 0^£P£S-r5-t£#^i-6^ 

[9] NOB2kyv%X/<— if 1 (procaspase-1) (D^^m^ir^it^-m^P^thl 

^10(DV^i a ^^l«^IB«<7)^lh^J^oJ;^/ / *fcf*^^J 0 
[12] NOF>2b-7v#Xs*— if 1 (procaspase-1) (D^^KW^^^^— if 1<£># 

[13] ^tt^n^, usnfo.^ ^ttwm, ^n-v^^c^y^^-e^f»^«i2 

[14] f»^5^^:|Sm^lWI^fe^fflV^S^i:^#1i:^-r^^^^T'fcoT, NOD2, 

^^-%^W-rS^®^m#:05t>0^^<^V^^^lo^ x ^n^^^-if 1 ( 
procaspase-1), T^^-?— ^1^3— K-TWi^W^K tfEstfl^W^K 
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